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39(1)) (see also the reminder sent by the Intemational Bureau with Form PCT/IB/301). 
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respSnstoility to prepare and furnish such translation directly to each elected Office concerned. 

For further details on the applicable time limits and requirements of the elected Offices, see Volume II of the 

PCT Applicant's Guide. 
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1 . This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
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2. This REPORT consists of a total of 6 sheets, Including this cover sheet. 

□ This report is also accompanied by ANNEXES, i.e. sheets of the description, claims and/or drawings which hav 
been amended and are the basis for this report and/or sheets containing rectifications made before this Authority 
(see Rule 70.1 6 and Section 607 of the Administrative Instructions under the PCT). 

These annexes consist of a total of sheets. 
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Basis of the report 
Priority 

Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 
Lack of unity of invention 

Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations suporting such statement 

Certain documents cited 

Certain defects in the international application 

Certain observations on the international application 
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I. Basis of the report 

the report since they do r)ot contain amendments.) : 



Description, pages: 

1 .1 8 as originally filed 



Claims, No.: 
1-14 

Drawings, sheets: 
1/8-8/8 



as originally filed 



as originally filed 



2. The amendments have resulted In the cancellation of : 

□ the description, pages: 

□ the claims, Nos.: 

□ the drawings, sheets: 

3 □ This report has been established as If (some of) the amendments had not been made, since they have been 
considered to go beyond the disclosure as filed (Rule 70.2(c)): 
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4. Additional observations, if necessary: 
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applicability; citations and explanations supporting such statem nt 

1. Statement 
Novelty (N) 

Inventive step (IS) 



Yes: 


Claims 






No: 


Claims 


1- 


-14 


Yes: 


Claims 






No: 


Claims 
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-14 


Yes: 


Claims 
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-14 


No: 


Claims 







2. Citations and explanations 
see separate sheet 



VIIL Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question wheth r the 
claims are fully supported by the description, are made: 



see separate sheet 
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Re Item V 

Reasoned statement under Article 35(2) with regard to novelty, inventive step or 
industrial aPDiicabilitv: citations and explanations supportin g such statement 

1 . Reference is made to the following documents: 

(A) US-A-5 561 058 

(B) Haberhausen at al.: Joumal of Clinical i\/licrobiology, vol. 36, no. 3, (1998-03), 
pages 628-633 

(C) Trabaud et al.: Journal of Clinical Microbiology, vol. 35, no. 5, (1997-05), pages 
1251-1254 

2. 1 The subject-matter of claim 1 , referring to a method for determining the quantity of 
a target RNA in a tissue sample, is not new in the sense of Article 33(2) POT, 
because such a method is already disclosed in documents A, B and C. 

Document A discloses a method for amplifying a target RNA molecule in a sample 
(see claim 1). Total RNA is isolated from cells, for example from blood samples (see 
column 8, lines 51-65 and column 39, lines 60-67). The isolated RNA is reverse 
transcribed and amplified, using primers corresponding to transcribed sequences of 
the target RNA (see example VI). The detection of reverse transcribed or amplified 
products is accomplished by hybridisation with isotopic or non-isotopically labelled 
probes in for example a dot-blot or electrophoretic format (see column 19, lines 47- 
62). The amount of bound labelled sequence in the sample is compared with the 
RNA standard as a measure of the number of copies of target RNA in the sample 
(see examples VI and VII). 

Document B discloses a comparative study of different standardisation concepts in 
quantitative reverse transcription -PGR assays, wherein plasma samples are isolated 
from patients with hepatitis (see title and page 628, column 2). Total RNA is isolated 
from plasma cells and subjected to reverse transcription and DNA amplification, using 
primers corresponding to the transcribed sequences of the target RNA (see Materials 
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EXAMINATION REPORT - SEPARATE SHEET ^ 

and Methods). The detection of the amplified material is done using a nonisotopic 
approach based on electrochemiluminiscence with a ruthenium-tris(bipyridyl)-labelled 
oligonucleotide and hybridisation to the biotinylated denatured amplioom (see page 
629, Materials and Methods). Statistics were calculated based on sample 
measurements, allowing a direct comparison of different procedures after the 
establishment of standard curves (see page 629 and table I). 

Document C discloses a reverse transcriptase PCR-enzyme-linked immunosorbent 
assay for quantification of human immunodefficiency virus in plasma (see title). RNA 
is extracted from plasma from patients, reverse transcribed and amplified using the 
incorporation of digoxigenin-iabelled dUTP during amplification and detection of 
labelled PGR products by hybridisation with biotinylated probes. The coamplification 
of an internal standard RNA and the wild-type RNA of the sample allows the 
establishment of a standard curve and thereby the calculation of the RNA copy 
number in the sample (see page 1251, column 1). 

2.2 For the same reasons, the features of dependent claims 2-1 1 are also not novel in 
the sense of Article 33(2) PCT. The features of claims 2-3 are disclosed in document 
C (see pages 1251-1252). The features of claims 4-1 1 are known from document A 
(see column 3, lines 57-61; example 8; column 10, lines 1-3; column 19, lines 47-62; 
and claims 1 and 9). 

2.3 Claim 12 discloses a method for determining the quantity of a target RNA in a tissue 
sample, with the same features of the method disclosed in claim 1. with the 
difference that the labelled sequence will hybridise with the PGR product and not with 
the RNA. This feature is already disclosed in documents A (see table 1 and column 
30). B (see Materials and Methods) and G (page 1251). Thus, the subject-matter of 
claim 12 is not new (Article 33(2) PGT). 

2.4 The subject-matter of claim 13. referring to a method for quantifying more accurately 
a target RNA in a tissue sample, is also not novel according to Article 33(2) PGT 
(see documents A, example I; document B, RT-PGR assays ; document G, page 
1251). 

The additional features of dependent claim 14 are also known from documents A, B 
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and C (see respectively: document A, column 19; document B, detection protocol, 
page 629; document C, page 1251, column 1). Thus, claim 14 is also not new (Article 
33(2) PCT). 



Re Item Vlli 

Certain observations on the international aPDllcation 

1 . The independent claims (claims 1 . 1 2 and 3) refer to a similar method only varying 
in the labelled sequence, that can correspond to the internal transcribed sequence 
of the target RNA, be complementary to one of the strands of the PGR product of the 
target RNA or correspond to an internal sequence of the amplified product. 

2. In claim 2, the wording "to provide a plurality of samples of known starting copy 
number" refers to the result to be achieved by the serial dilution and does not 
characterise the method (see Guidelines III-4.7). 
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response to an invitation under Article 14 are referred to in this report as "onginally filed" and are not annexed to 
the report since they do not contain amendments.): 

Description, pages: 

1-18 as originally filed 

Claims, No.: 

1-14 as originally filed 
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□ the claims, Nos.: 

□ the drawings, sheets: 

3. □ This report has been established as if (some of) the amendments had not been made, since they hav been 

considered to go beyond the disclosure as filed (Rule 70.2(c)): 

4. Additional observations, if necessary: 



Form PCT/lPEA/409 (Boxes l-VIII. Sheet 1 ) (January 1994) 



INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 



International application No. PCT/CA99/0091 7 



V. R asoned stat m nt under ArticI 35(2) with regard to novelty, inventiv st p or industrial 
applicability; citations and explanations supporting such statement 

1. Statement 
Novelty (N) 

Inventive step (IS) 

Industrial applicability (lA) 

2. Citations and explanations 
see separate sheet 

VIII. Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question whether 
claims are fully supported by the description, are made: 

see separate sheet 
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No: Claims 1-14 

Yes: Claims 

No: Claims 1-14 
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Re Item V 

Reasoned statement under Article 35(2\ with rega rd to novelty, inventive step or 
Industrial aPDlicabilitv: citations and explanations supp orting such statement 

1 . Reference is made to the following documents: 

(A) US-A-5 561 058 

(B) Haberhausen et al.: Journal of Clinical Microbiology, vol. 36, no. 3, (1998-03). 
pages 628-633 

(C) Trabaud et al.: Journal of Clinical Microbiology, vol. 35, no. 5, (1997-05), pages 
1251-1254 

2.1 The subject-matter of claim 1 , referring to a method for determining the quantity of 
a target RNA in a tissue sample, is not new in the sense of Article 33(2) PCT, 
because such a method is already disclosed in documents A, B and C. 

Document A discloses a method for amplifying a target RNA molecule in a sample 
(see claim 1). Total RNA is isolated from cells, for example from blood samples (see 
column 8, lines 51-65 and column 39, lines 60-67). The isolated RNA is reverse 
transcribed and amplified, using primers corresponding to transcribed sequences of 
the target RNA (see example VI). The detection of reverse transcribed or amplified 
products is accomplished by hybridisation with isotopic or non-isotopically labelled 
probes in for example a dot-blot or electrophoretic format (see column 1 9. lines 47- 
62). The amount of bound labelled sequence in the sample is compared with the 
RNA standard as a measure of the number of copies of target RNA in the sample 
(see examples VI and VII). 

Document B discloses a comparative study of different standardisation concepts in 
quantitative reverse transcription -PCR assays, wherein plasm.a samples are isolated 
from patients with hepatitis (see title and page 628, column 2). Total RNA is isolated 
from plasma cells and subjected to reverse transcription and DNA amplification, using 
primers corresponding to the transcribed sequences of the target RNA (see Materials 
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and Methods). The detection of the amplified material is done using a nonisotopic 
approach based on electrochemiluminiscence with a ruthenium-tris(bipyridyl)-labelled 
oligonucleotide and hybridisation to the biotinylated denatured amplicom (see page 
629, Materials and Methods). Statistics were calculated based on sample 
measurements, allowing a direct comparison of different procedures after the 
establishment of standard curves (see page 629 and table I). 

Document C discloses a reverse transcriptase PCR-enzyme-linked immunosorbent 
assay for quantification of human immunodefficiency virus in plasma (see title). RNA 
is extracted from plasma from patients, reverse transcribed and amplified using the 
incorporation of digoxigenin-labelled dUTP during amplification and detection of 
labelled PGR products by hybridisation with biotinylated probes. The coamplification 
of an internal standard RNA and the wild-type RNA of the sample allows the 
establishment of a standard curve and thereby the calculation of the RNA copy 
number in the sample (see page 1251, column 1). 

2.2 For the same reasons, the features of dependent claims 2-1 1 are also not novel in 
the sense of Article 33(2) PCT. The features of claims 2-3 are disclosed in document 
C (see pages 1251-1252). The features of claims 4-1 1 are known from document A 
(see column 3. lines 57-61; example 8; column 10. lines 1-3; column 19, lines 47-62; 
and claims 1 and 9). 

2.3 Claim 12 discloses a method for determining the quantity of a target RNA in a tissue 
sample, with the same features of the method disclosed in claim 1, with the 
difference that the labelled sequence will hybridise with the PGR product and not with 
the RNA. This feature is already disclosed in documents A (see table 1 and column 
30), B (see Materials and Methods) and G (page 1251). Thus, the subject-matter of 
claim 12 is not new (Article 33(2) PGT). 

2.4 The subject-matter of claim 1 3. referring to a method for quantifying more accurately 
a target RNA in a tissue sample, is also not novel according to Article 33(2) PGT 
(see documents A, example I; document B, RT-PGR assays ; document G, page 
1251). 

The additional features of dependent claim 14 are also known from documents A, B 
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and C (see respectively: document A, column 19; document B, detection protocol, 
page 629; document C, page 1251, column 1). Thus, claim 14 Is also not new (Article 
33(2) PCT). 



Re Item VIII 

Certain observations on the international application 

1 . The independent claims (claims 1,12 and 3) refer to a similar method only varying 
in the labelled sequence, that can correspond to the internal transcribed sequence 
of the target RNA, be complementary to one of the strands of the PGR product of the 
target RNA or correspond to an internal sequence of the amplified product. 

2. In claim 2, the wording "to provide a plurality of samples of known starting copy 
number" refers to the result to be achieved by the serial dilution and does not 
characterise the method (see Guidelines III-4.7). 
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